

3. Mix fragment with new 5' and 3' elements with the linearized vector, transform bacteria, 
select colonies expand bacteria and isolate plasmid. 
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Bacteria bearing vector without insert 
will not grow since the IPTG-induced 
GATA-1 gene expression will inhibit 
DNA replication 



Transformation and select in the presence of 
IPTG (Tac promoter inducer) 
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